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Figure 2: I-A ^ a chain cloning scheme 
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Figure 3: I- A p chain clocLing scheme 
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Figures: conL 
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Figure 4: HLA-DRl a chain cloning scheme 
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Figure 4: conL 
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Figure 5: HLA-DRl g chain cioning scheme 
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Figure 5: cont. 
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Figure 5: cone. 
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Figure 6: I- A ^ a chain cloning scheme 
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Hgure 7: I-A p chain cloning scheme 
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Figure 3 - Oligcnuciecridea used in coiOTixdng MEC vectors 

I-A^.-l-A^ PGR pi Lie: i and dcnxng oiigcnudecddea (restrlcdoa sire are undtriined). 
QPRIOO 

5'-GGG GGG GZCJ>;rG_GCC GAA G?JZ GAC ATT GAG GCG GAC-3' 
OPRlOl 

5'-GCG GCG ACT AGT CCA GIG TTT CAG AAC CGG CTC-3' 
OPR107 

3'-CCC CCC GAI Arc TCA GCT TCC AGC AGT GGA GAC GAC ATT GAG 
GCC G-2' 

OPRlOa 

3' -CCC CCC CGG CCG CTA CTT ACG TTT CCA GTG TTT CAG AAC CGG 
C-3' 

C?Ri02 

z'^-QCi;^ GGG GCC_ATG_GCC . GCA AAC TCC CA^. AGG CAT TTC G-3' 
OPR104 

S'-GCC GCG ACT AGT CCA CTC C^C AGT C-.T GGG GC-3' 
CP?>106 

S'-CZZ CCC CGG CCG tAC CTG AGG ACC ACT CCA C^jG TC-. TGG-3' 
QPR112 

S'-CZZ CCC CAT ATC ACA GGT GT C TTA AG T GCT AGC GC\ GGG GGC 
GC". AGC GGC GGA GGG GGA AAC TCC G?A AGG CAC TTC- 3' 

0PR115 

5^ - AGC T TG ATA TCA CAG GTG TCT TAA GTG GAG-3' 
OPR120-2 

5^ - CTA GC T CCA CTT AAG ACA CCT GTG ATA TCA- 3' 
VW31G 

5' -TCC GCA GC-C GGC GGA GAC TCC GAA AGG CAT TTC G-3' 
VW3C9 

5' -CCA TC G CTA GC G GCG GTG GTG GTC CCG GTG GCG GCG CAG-3' 
OPR13 6 

5' -CCC CCC AGG CTT CCC GGG CCA CCA TGC CGT GCA C-C-, GAG CTC 
TG-3' 

OPR139 

5' -CCC CCC GAG CTC CAA TTC TC^ TAA AGG CCC TGG GTG TCT G-3' 
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rigure 3 - cont. 
OPRL32 

S'j-CZZ ZZZ AAG CTT CCC GGG CCA CCA TGG CTC TGC AGA TCC CCA 
GC-3' 

S'-CCC CCC ACT TAA GC -T CC? TGG GCt GCT C\G CAC C-3' 
OPR134 

5' -CCC CCC CCA TCA CTG TC-G AG7 GGA C-GG-3' 
0P?.i3S 

.5' -CCC CCC GAG CTC G.---. TTC TC?. CTG CA3 GAG CCC TGC TGG- 3' 



ELA-DRl PGR prinsrs and dociag olizonudectidss. 

iS , ■ 

=fl DRlA-r 

,g S'-GGG G^ AAG CTT ATG ATC A?A C^A GAA C=lT GTG ATC ATC-3' 

DRlA-3 

S'-GCG GCG GGA TCZ GTT CTC TC-T AGT CTC TGG GAG AGG-3' 



i;3 
hi 

H DR13-r 

C= 5' -GGG. GGG i^AG CTT ATG GG-3 GAC ACC GGA CCA CGT TTC TTG TGG 



CAG C-3' 



AJ-N 

5' -GGG GGG QZZ_?^22^^~ GA?>- CAA CAT GTG ATC ATC-3' 



o 

H 
U 

i;n A3-3 

O 5' -GCG GCG ACT AGT GTT CTC TGT AGT CTC TGG GAG AC-G-3' 

OPR124 

5' -GGG GGG AAG CTT GAT ATC TCA GCT TCC AC-C AGT AGT ATC AAA 
GAA GAA CAT GTG ATC^^T' 

OPR123 

2' -GC-G GGG CC-G CCG CTA CTT ACG TTT CTC TGG GAG AGG GCT TGG 
AGC-3' 

DR13-3 

3' -GCG C-CG GGA TCC CTT GCT CTG TGC AGA TTG AGA CC-3' 
BF-NN 

S'-GGG GGG GZZ2;^2_^^' GGA TCC GCT AGC GGG GAC ACC CGA CGA 
CGT TTC TTG-T 



wo 96/04314 



Figure 3 * cent. 
B3-S 

S'-GCC- GC3 ACT AG7 CTT GCT C7G TGC AGS. TTC AGA CCG-3' 
0BR121 

S'-GTT Grc TTA ACT GGA GCT AGC GGA GGG GGC GGG TCC GGA GGT 
GGT GGG GAG ACC CG-3' 

0?Ri22 

S'-GAA AtG ACA TTC AAA CZZ CAG CiG CCA CAA GAJ. ACG TGG TCG 
GGT Or.Z CCC ACC ACC- 3' 

S^-GGG GGG CGG CCG " T.AC C7G AGG ACT TGC TCT GTG CAG ATT CAG- 

Ptpcde oiigqcuclscridfts. 
Ova32j-33a, 

o?r:io ■ 

5'-TTA AGT ATC TCT CAG GCT GTT CAC GCT GCT CAC GCT GAA A"C 
AAC GAA GCT GGT CGT G-3' 

CPRill 

5'-CTA.GCA CGA CCA GCT TCG TTG ATT TCA GCC TGA GCA GCC- TGA 
ACA GCC TGA GAG ATA C-3 ' . 

aP?,115 

S^-TTA AGT ATC TCT CAG GCT GTT CAC GCT GCT CGG GCT GAA ATC 
~^C GAA GCT GGT CGT G-3' 

OPRllS 

S'-CTA_GCA CGA CCA GCT TCG TTG ATT TCA GCC CGA GCA GCG TGA 
ACA GC: TGA GAG ATA C-3' 

OvaAj32Y 
0P3.117 

S'- TTA AG T ATC TCT CAG GCT GTT CAC GCT GCT CAC TAC GAA ATC 
AAC GA\ GCT GGT CGT G-3' 

S'- CTA. GC A CGA CCA GCT TCG TTG ATT TCA TA.G TCA GCA GCG TCA 
ACA GCC TG?. GAG ATA C-3' 
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Figure S - conv. 

HEL 74-86 
OPRi40 

AAC CTG TGC AAC ATC CCC TGC AGC GCC CTG CTG AGC 

0PR141 

<^G- CTC AGC AGG GCG CTG CT^GZGGG ATG TTG CAC AGG 

NP 404^15 
OPR129 

5'-rTA_AGT C\G ATC AGC GIG C\G CCC GCC TTC AGC GIG CAG G-3' 
OPR129 

5'-CTAGCC TGC ACG CTG AAG GCG GGC TGA ACG CTG ATC TGA C-3' 

HA 307-319 
OPR130 

ACc "g-3'^^ '"^"^ -"^^^^ ^"^^^ 

0PR131 

GIG GCC AGC TTC AGG GIG TTC TC< TTC ACG TAC TTG 

MB? 91-103 
VW313 

^""-^ ^ CCG CnG AAG TCC CAG CAC GGG 

VW316 

J' :S^GC3 CGC CCG TGC TGG GAC TTC TGC GGC AGG GAG CCA TAG 

PLP 139-151 
VW313 

IIZ±2£lS£:- CAC TCC CTG GGC AAG TGG CTG GGC O.C CCG GAC AAG 

VW314 

5' -CTA GCG AAC TTG TTC GGG TC-G CCC AGC CAC TTG CCC AGG GAG 
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Tiffin 8 - conr.' 




MBP l-U 
VW317 

5' -TTAAGT AXG GCk TCC AA3 C3C CCG TCC C«G CGC TCC AAG 

Tac CTG G-3' 

VW31S 

S'- CTA GC r AGG TAG TTG GAG CGC TGG GAC GGG CGC TTC TGG GAT 
GCC AXA C-3' 
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Figure 9A. Soluble I- a chain canstnicr ^ 
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figure 9 -corn: l^L^ 
Figure 9D. Soluble I-A^ p chain consuucc 
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Figure 9E. Soluble HLA.QRi c chain consruc: 
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Figure 9F. Soluble HLA-DRl P chain construe: 
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Flsnre 10. On^iiial Maininalian Cai Expression Vecsir: 
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Figure 11. -nic Kappa and che LriG Heavy Giaia EcoR V^d : 
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variable e 



L i 




Digest with 
EcoRV 
and Eag I and 
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Ksnrel4. Primeis osed for Seq^iendn^Mufatad 2.7Kb Fragment 



[5-GCrC^GCrGTCTTGTTrC4.GTACrGATC3-) 
[S-GT-A.i.GTAGCGGCCG3'J 

[5-GGTA-GT.^A.A.^j,T.AA.\CATC\CAG3'l 
CrGCrETGCTTACGGAGTTACra'I 



Primer T 
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PMC-111 

PMC-m 
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Figure IS. Strategy forMLS Mutag 



««i5 and Cloning of the MEC n {3 Variabie Gene 
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Figure 17 - FuU length pepdde linked MHC expression vectors 
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Figure 17 - cone. 
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Figure 17 - conu. 
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Figure 18A.FuUl«gtt,r.^dc:ciaiai.s« 
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Figure 18B. Fmi^g^i^i.^d^^. 
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FIGURE 19 (Sheet 1 of 7) 

Full length peptide linked MHC expression vectors 



I-A a chain specific 
A20 cDNA 
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FIGURE 19 (Sheet 2 of 7) 
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FIGURE 19 (Sheet 3 of. 7) 
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peptide secueace 
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digestion 



Hindlll EcoRV 
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Kindin/Aflll 
digestion 



I-A P-specific 
A20 cDNA 



PCR amplification with 
OPR134&OPR135 



^''^^ EcoRlSad 
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FIGURE 19 (Shee/S of 7) 
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FIGURE 20^ 
Oligonucleotides used in cloning 

OPR132 

I-A P signal peptide front primer with Kozak consensus for CeilTech vcior - 
Hndlll/Xmal sites 

5' -CCC CCC AAG CTT CCC GGG CC\ CCA TGG CTC TGC AGA TCC CCA 

GC- 3 ' 

OPR133 

I-A p signal peptide back primer with Kozak consensus for CeilTech vcaor - AflH sice 
5' -CCC CCC ACT TAA G GT CCT TGG'GCT GCT CAG CAC C-3' 

OPR134 

I-A p transmembrane front primer for CeilTech vcaor - BstXI sites 
5' -CCC CCC CCA TC\ CTG TGG AGT GGA GGG- 3' 

OPR135 

•I-A P transmembrane back primer for CeilTech vector - Ss:I EcoRI sites 

5' -CCC CCC G?.G CTC Gi^A. TCC TCA CTG CAG GAG CCC TGC TGG-3' 

OPR136 

I-A a sicnal peptide front primer with Kozak consensus for CeilTech vector - 
Kndin/Xmal sites 

^l"^?^ CC-^ CO^ TGC CGT GCA GCA GAG CTC 

TG-3 

OPR139 

I-A a transmembrane primer for CeilTech vector - SsiI/EcoRI sites 

5' -CCC CCC GAG CTC GAA TCC TC^. TAA AGG CCC TGG GTG TCT G-3' 

B7.1,2F 

Murine B7-1 front primer with Kozak consensus for CIoneTech vector - NotI sice 
S^^CCC CCC CCG CGG CCG CCC CAC CAT GGG ACT GAG TAA CAT TCT 

B7-1-2B 

Murine B7-1 BACK primer for CIoneTech vector - NotI site 

5' -CCC CCC GCG GCC GC T TTA AAA AC^ TGT ATC ACT TTT-3' 
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FIGURE 21 




DILUTION OF DO11.10 SUPEaNATANT 
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FIGURE 22 



INTRAMUSCULAR lAd/OVA & B7 DNA INJECTIONS 
PROLIFERATION ASSAY 
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FIGURE 23 



INTRADERMAL lAd/OVA & lAd/HEL DNA INJECTIONS 
PROLIFERATION ASSAY 
4, 7 & 14 DAYS POST INJECTION 
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FIGURE 24 




single chaiQ linker sequence 
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FIGURE 25 (SHEET 1 OF 4) 
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Ncol/Spel digest 
^ Ligation 



PCR product of 
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Jl-AOOS/JLA009prijner5 
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AnneaJed 
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Spel/XKoI digest 
& Ligation 



Xnul 




wo 96/04314 



PCT/c^P598l6 



FIGURE 25 (SHEET 2 OF 4) 




EcoRI 
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FIGURE 26 



JLA-005 

5 • -CCCCCCGCCATGGCCGCTAGCGGAGGGGGCGGAAGC-3 ■ 
JLA-007 

5 ' -CCCGGGC-CCTCGAGTGAAGACaACATTGAGGCCGAC-3 ' 
JLA-009 

5 • -CCCCCCACTAGTCCACTCCAC\GTGATGGGGCT-3 ' 
JLA-010 

5 ' -CCCCCCCCCGGGACCAGTGTTTCAGAACCGGCTCCTC-3 ' 
JLA-301 

5 ' -TCGAGGAACCGCCACCGCCAGAACCGCCGCCACCGGA- 
ACCACCACCGCCGCTGCCACCGCC\CCA-3 ' 

JLA-302 

5 • -CTAGTGGTGGCGGTGGCAGCGGCGGTGGTGGTTCCGG- 
TGGCGGCGGTTCTGGCGGTGGCGGTTCC-3 ' 

OPR-142 

5 ' -CTTGGGA\TCTTGACTAAGAGG-3 ' 
JS-305 

5 ' -CAGGTCGAATTCTCATTCCATCGGCATGTACTCTTCTT- 
CCTCCCAGTGTTTCAGAACCGG-3 ' 
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10 20 30 



40 SO 



CCACC ATGGCTCTGCACATCCCCACCCrcCTCCTCTCACCTCCTCTCGTG 
G-TCG TAG CGA GAC GTC TAG GCG TCC GAG GAG GAG ACT CGA CGA CAC CAC 

HALQrPS LLLSAAVV> 
< l-xd p chain laadar 



SO 70 80 



90 



CTC CTO ATC GTG CTO ACC ACC CCA ACG ACC TTA ACT ATC TCT CAG OCT 
CAC GAC TAC CAC GAC TCC TCG CGT TCC TCG AAT TCA TAG ACA GTC CGA 

-!._.!:.._!?„.! ^^^^^TLsr3QA> 

- ^ _ ^ — 

"° 1" 120 130 

err CAC GCT GCT CAC GCT GAA ATC AAC CAA GCT GGT CGT GCT AGC GGA 
CAA GTG CGA CGA GTC CGA CTT TAG TTG CTT CGA CCA CCA CGA TCG CCT 
VHAAHAS INEAGRASO 
OVA 323-339 ■ !.__._ 

ISO 170 180 

* 

GGG GGC GGA AGC GGC GGA GGG GGA AAC TCC GAA AGG CAT TTC GTC GTC 
CCC CCC CCT TCG CCG CCT CCC CCTTTC AGG CTT TCC GTA AAG CAC CAG 

- l5 ° ^ A- ^ ° ° S E R „ • J. V V> 
10 ammo acid linker — >< i-^d p-i domain 



200 210 220 



230 240 



S5 IS ^ ^ ''^'^ '"^'^ ^ CGG 

GTC AAG TTC CCG CTC ACG ATC ATC TCG TTC CCC TCC GTC CCG TAT GCC 
«FKGECYYTNGTQRIR> 



250 2Sa 270 



280 290 



CTC GTC ACC ACA TAC ATC TAC AAC CGG GAC GAG TAC GTC CGC TAC GAC 
CAG CAC TGG TCT ATC TAC ATC TTC GCC CTC CTC ATC S Itc 

J-VTRYIYNREEYVRYO 



300 310 320 



330 



ACv. GAC GTC CGC GAG TAC CCC CCG GTC ACC GAG CTC GGG CGG CCA GAC 
TCo CTC CAC CCC CTC ATC CCC CCC CAC TCG CTC GAC CCC CCC GCT CTC 
^^V^^^RJ^VTELCRPO 



340 350 360 



370 380 



^ ^ !^ ''^^ """^ =^ ACC CCG CCC 

CGo CTC ATC ACC TTC TCG CTC CCC CTC TAC CAC CTC GCT TCC CCC CCC 

*EVMNSQPEiLERTRA> 
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390 400 410 



420 430 



CAC CTC GAC ACG CCa TC^ ACA CAC AAC TAC ACC ACC 

IIIIIIJ ^ ^ T T T T f i 

<»'0 480 
ACC TCC CTC CCG CCC err GAA CAC CCC AAT CTC GCC ATC TCC <rX3 K" 

ty; A« cAc c^c ccc GAA err cTc G=c m CAC coc t2 S S 

— I-AdM domain -x I-Ad P-2 dcmain .._._....„. 

"° 510 520 530 

TCC TCT Crc CO. GAG CTC GTC TIG TCA CAC CAC ACA ACC CAC TCT 
I NTLVCSVT> 



540 5S0 sso 



570 



GAT TTC TAC CCA GCC AAG ATC AAA CTC CCC TCC TIx: AGG Iat GG- CiG 
CTA AAG ATG GGT CGG rrc TAG rrr CAC GCC ACC "^C t^O ^ 
!._.* , ^^«"FR NGO> 

"2 "0 siO 620 

-GAG GAG ACA GTC GGG GTC TCA TCC ACA CAC CTT ATT AGS li- r-- rz,- 

"° "° "0 „o 670 

TGG ACC TTC CAC CTC CTG GTC ATG CTC CAC ATC IcC CCT CAT cL CCi 

T T T T T T T T T ^ SI SI ?S 

"2 "! '^2 "0 

CAC GTC TAC ACC TCC CAT GTC GAG CAT CCC ACC CTC AAG ACC CCC 



I-Ad p-2 domain 

''I ''I ^50 770 

ACT GTC GAG TCG ACT ACT CCT GCC CCT CC- nn^ 

TCA CAC CTC ACC TCA TCA CCA Tzz ^ '^^^^ '^'^ 

T V E W T S c «C CCA CCA CCA ACC 

>< 24 amino acid lin)c«r 
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. ''I BOO aio 

OCT C3C GCC GCT TCT CaSC CGT GGC CGT TCr t -• ^, . 

CCA CCG CCG CCA ACA CC= CCA C^ S IS ^ ^^'^ 

c. D D I> 

' X 

"° "° . aSO 360 

GAG GCC GAC CAC GTA GCC TTC TAT CGT ACA ACT CTT TAT CA<i TCT CC- ■ 

T T T T T T T T ^ ^ =^ ^ ^ SI 

"° "° 900 

CCA CAC ATT GCC CAC TAC ACA CAT GAA TTT CAT KT CAT GAC TTC 
CCT CTC TAA CCG ATC TCT GTA err AAA CTA CCA SI S S 



920 930 



^^'^ 950 950 

SI S? SI i:^^^ ^ ^ ^ <=^= ^ 

T T T T ^ TCA CAC ACC TCC GAA GGA CTC AAA 

V W R L P E F> 



Y V D L D K 



570 930 oon 

" "° 1000 1010 

CGC CAA TTC ATA CTC TTT GAG CCC CAA CCT CCA CIC cL AAC A'A C"^ 

cc. err AAc tat gag aaa ctc gcc gtt cca cct CAC ^ rki cak 



1020 1030 



1040 



1050 



CCA GAA AAA CAC XAC TTC C^A ATC TTC ACT AAC ACC IX^ .rr 

T T T T T " ™^ ^ ^ IS ^^I IS ?S 



X H N L C I L 



T K R S N F T> 
- I-Ad a-1 doraain 



1050 1070 



1090 1100 

w 

AAC 

P A 't' 'n" 'r T '^'^ T AAC CCG TTC ACC CCA 



CCA CCT ACC AAT GAC CCT CCT CAA CCG ACT GT- T-r rr- i^^n ^ 
GCT CGA TCG T^i. f-rr rni ^ CCT 

CGA TGw TTA CTC CCA CGA CTT CCC TGA CAC AAC CC 



i-Ad a-2 domain 
mo 1120 1130 



P> 



1140 1150 



CTC CTC CTC CCT CAC CCC AAC ACC CTT ATC TCC TTT CTC CAC aIc ATC 
CAC GAC GAC CCA CCC TTC TCG GAA TAG ACC AAA CAC C^^ ^ 
^^^^^^XCFVDNI> 
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iiao 



1190 



1200 



IISO 1170 

TTC CCA CC7 CTC AT^ JLxr a*^*- »f^^ * * 

OCT CCA CAC ^2 Jlc' S S is it:^^ ^ =^ 
I ^ R H S K S V> 

^^^l 

ACA GAC GGC GTT TAT GAG ACC AGC nx: CTv- CTr nlr. 

TCT CTC CCG CAA ATA CTC OCG TCG IS 2^ ^ =Jf 2^ TCC 

1270 X280 1230 

TTC CAC AAC Cro TCT TAT CTC ACC nc Air eri. ^ ^, ' 

A« CTC rrc CAC ACA ATA GAG TC^ S J2 S ST ^! ^= 
P H X L S y L « CTA CTA CTC TAA 

^^^IPSDnnr^ 



1310 1320 



D D 
1330 1340 



TAT GAC TCC AAC GTS GAG CAC TCa r— ^ 

ATA CTC ACC nc CAC CTC S ^ ^ GTT CTO AAA 

"°L£EPvr,K> 



13 so 13 60 



1370 



I -Ad a- 2 domain 
1380 



CAC TCG TCC CGO GCT ACT CAC CAT CAC CA^ CAT lir 
6 X HIS tag > 
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" "° 3° *o 

CCACC Orr CTC CAG ATC CCC ACK: CTC CTC CTC TCA fJr ^ ' 

=^ - - C.C =jc.^ occ ^„ T T T ? T i 

< p chain laadar ^ 



60 70 - ao 



90 



CTC CTC ATC GTG CTC ACC ACC CCA ACr ir- *t«». » 

CAC CAC TAC CAC CAC TCG TC^ S ?S S °" 

V L M V L S s ^ TCA TAG AGA GTC CGA 

X 

100 110 



120 



130 140 



CTT CAC OCT GCT CAC OCT GAA ATC AAC i /-r^ 

OVA 323-339 J * C R a S C> 

X 

• , ^ 

GGC CCC CGA AGC GCC CCA GGG GCA AAC Tr- /--i^ . 

- 10 a«ino acid link.r ->< j.;^ M dcJi. —.....! 

''I ''I ■ 220 230 

CAC .rrc AAG GCC CAC TCC TAC TAC ACC AAC GGG ACG CAC C-C ATA cr- 
OTC AAC TTC CCG CTC ACC ATC AT. TCC m CCC '^t 

^ '^^^'TNCTQRr 



TAT CCC 



2S0 270 280 



300 310 320 



330 



AGC CAC CTC CCC CAC TAC CCC CCG CTC ACC GAT f-rr- r-_r-~ Ir- 

TCG CTC CAC CCG CTC ATC CCC CCC CAC tS ^ ^ ^"^^ ^^'^ 

-!-^..r...!...!...!...!..'LT ^ ^ " - 

370 

GCC CAC TAC TCG AAC AGC CAG CCG GAG ATC . 
CCC CTC ATC ACC TTC TCC CTC CGC C^^ ^ ^ 

^*^*'^LERTRA> 
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3^*^ 400 410 ... 

\ 420 

GAC GTC GAC ACG CCG TCC ACA CAC AAC TAC CAC ^ CCC GAG Acr a^- 



440 450 



470 480 



ACC TC= CTC CCG CCG CTT CAA CAC CCC AAT CTC GCC ATC TC- CTC TCC 
^ AGG CAC CCC CCC err CT^ OCG TTA CAC CCG 5S Sg' 

r-Ad p-l domain -x i-Ad p-2 domain 



490 SOO 510 



S20 530 



S ^ ^^'^ "^"^ AAC ACT CTC CTC TCT TCG GTC Acl 

T f T T T T ^'^^ AGC TC^ 



540 550 550 



S70 



GAT TTC TAC CCA CCC AAC ATC A^A CTC CCC TCC TTC ACG IaT GG" 
CTA AAC ATC GGT CCG rrc TAG TIT CAC GCC ACC IS ^JI Sc 

"° "° SIO 620 

GAG GAG ACA CTC GGG CTC TCA TCC ACA CAC CTT A-^T ACC AA-^ CGC CAC 
CTC CTC TCT CAC CCC CAC ACT ACG TCT GTC GAA S JJl ^ ^ 



E E T 

n 

3 «0 fi40 650 



CAA TAA TCC TTA CCC CTC 
L I R N G D> 



fiSO 670 



TCC TTC CAC CTC CTC GTC ATC CTC GAG ATC XCC CC- CAT cL: CGA 

„<= CTC f >C «C CJ= TXC CTC T« «C S SI SI 

"! "2 '20 

GAG GTC TAC ACC TCC CAT GTC CAC CAT CCC ACC CTC JL>f if- 

T T T T T =0= T T T ? T T ? T 

I-Ad p-2 domain 

' 7S0 770 

ACT CTC CAC TCG ACT ACT CCT CCC CCT CCC ACC err r-- ^ 

T T T T =r T ^ ^ SI S 

.: '^*°'= = eSGGGGS> 

— >< 2^ amino acid llnl«»r 
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'^^^ 790 
OCT GGC GGC CGT TCT CGC CGT GGC crr rrr -rr-^ * 

T T T T T T =f - S S S - - - - - 

>< 

a20 830 



CAC GCC CAC CAC GTA CGC TTC TAT CGT no. ir-r. ^-^ 

T ■ T T T T T T T ? T - - - S S 

"0 

CCA GAC ATT CGC CAG TAC ACX rzT r-w .t.l^. - 

'^GDSLF> 

TAT CTG GAC TTG GAT AAC AAG AAA ACT tv^- 

*'RI-PEF> 

^70 980 oon 

GCC CAA TTG ATA CTC TTT GAG' CCC rii 

CCG err AAC tat gag ^ S ^ TcxTc^ rTr ^."^ 

<^ -Q L I L F E p "7 ^f^ ^ err TTG TAT CGA 



N 



1020 1030 



1040 



lose 



GCA GAA AAA CAC AAC TTG CGA ATC TTT ar-r , 

OCT err rrr GTC TTC AAC c^^ tS ^^T ^ tca aat ttc acc 

'^^^KRSNF T> 



1070 1080 



I-Ad a-1 domain 
1090 1100 



CCA GCT ACC AAT CAG GCT CCT CAA nrr 

X I-Ad a-2 dLin 1-!...!...!...!...!! 

1120 1130 

" H40 iiso 

CTC CTC CTC GCT CAG CCC AAC ACC err »»>r * * 

CAC CAC CAC CCA GTC CGG TT^ S 2^111 ^ ^= 

V L L C Q p ^ ^'p* ^ CAC GIG TTC TAC 
I-.... ■^1CFVDNI> 
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1170 



iiao 
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1190 1200 
TVC CCA CCr GTC ATC AAC ATC ACA TCC: CTC AGA AAT A^ Xxn ^ 



1210 



1220 



1230 



1240 



1250 



ACA GAC GCC CTT TAT GAG AC ACT Trr- r-rv- * 



1260 



1270 



1230 



1290 



I> 



1300 



1310 



1320 



1330 



1340 



CTC GGC CAA GAC TTT 
E P V L K> 
I-Ad a-2 dciwLin 



1350 



1360 



1370 



1380 



1390 



gJS ^ "^"^ """^ "^'^ -'^ CA<= CTC ACA oIa XC- 

GTG ACC CTT GGA CTC TAA GGT CZa GOG TAG 



E I P A p 
— I-Ad a-TM domain 



ACT CTC GAC TGT 
S E L T 



TCA 



1400 



1410 



1420 



1430 



1440 



CTG CTC TCT GCC CTC GGG TTG rr n-^ ~ 

^*^^t*VGlVV> 



^^^^ 1460 1470 

J-^^O 1430 1490 



R> 



1500 

CAC CCA GGG CCT TTA TCA 
CTC GGT CCC GGA AAT ACT 
H P c P L •> 
- I-Ad a-TM doMin -> 
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1° 20 30 40 SO 

CCACC Arc CCT CTG CAG ATC CCC AGC CTC CTC CrC TCA GCT GTC OI^ 

GGTO: TAG CGA GAG GTC TAG CGG TCG CAC GAG GAG ACT CGA CGA CAC CAC 

«ALQIPSLLLSAAVV> 
•* I-Ad p chain loader 



60 70 ao 



90 



GTC CTG ATG GTG CT3 AGC ACC CCA ACS ACC rrA ACT ATC TCT CAC OCT 
CAC CAC TAC CAC GAC TC= TCG CCT TCC T=G AAT TCA TAG ACA GTC CCA 
VLMVLSSPRTL 



100 110 120 



S I S Q 
X — 

130 140 



SI ^ ^ ^ *^ ^ "7 C=T AGC GGA 

CAA GTC CGA CGA GTG CGA CTT TAG TIG CTT CCA CCA GCA CCA TCG CC- 

VHAAHAEINEACRASO 



— — OVA 323-339 -— 

ISO 150 170 



180 190 



^ fr^: f:: °r =^ ^= =^ agg cat rrc gig gtc 

CCC CCG CCT TCG CCG CCT CCC CCT TIC ACG CTT TCC GTA AAG CAC CAC 

--10 -^1 . ° * •= S E R H F V V> 
10 ammo acid linker — >< i-Ad p.i domain — 



200 210 220 



230 240 



CAC TTC AAG GGC GAG TCC TAC TAC ACC AAC CCC ACC CAG CGC ATA CGC 
GTC AAG rrc CCG CTC ACC ATG ATC TCG TIG CCC TCC GTC CCG TAT CCC 
^^KGECYYTNGTORl 



250 260 270 



R> 



280 290 



S cS I^:^ I*^ -""^^ TAC GAC 

T V ^ r TAG ATC TTC GCC CTC CTC ATC CAC CCG ATC CTC 



D> 



300 310 320 



330 



^ f!^ ^ ^ ?!f === =^ ^= CAC CTC GCC CCC CCA GAC 

•K. CTC CAC CCG CTC ATC GCC CCC CAC TCC CTC CAC CCC CCC CGT CTC 
SDVGEY RAVTELCP. 



D> 



3«0 350 - 3S0 370 380 

CCC GAC TAC TCC AAC ACC CAC CCC CAC ATC CTC GAG CCA ACC CCG GCC 
CGC CTC ATC ACC TTC TCC CTC GCC CTC TAC CAC CTC CCT tcII« S 
*EYWNSQPEILERTRA> 
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400 410 420 430 

GAC CTC CAC ACS CCC TCC AGA CAC AAC TAC GAG GGG CCC CAC ACC ACC 
CTC CAC CTG TCC CSC ACG TCT GTG TTC ATC CTC CCC GGC CTC TCG TCG 
S VDTACRHN YEGPETS> 



440 450 460 470 480 

ACC TCC CTG CCG CCG CTT GAA CAC CCC AAT GTC CCC XTC TCC CTG TC- 
TCG AGG GAC CCC GCC CAA CTT GTC GCG TTA CAC CCa TAG AGG CAC AGS 

TSLRRLEQPNVAISLS> 
I-Ad P-1 domain -x i-Ad p-2 domain 
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ATC 
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QAG 
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CAC CTT ATT 
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« 
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CCC 
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^ 


CTC 
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TCT 
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ACC TCT GTC GAA TAA TCC 
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T 
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T 
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D> 
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TCG 
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TTC 
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CTC 
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« 

GAG ATC ACC 


CCT 


CAT 


« 
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TCC 
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CTC 
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GAC 
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TAC 
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CTC TAC TCG 
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CTC 
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C> 



680 690 700 



710 720 



CAG GTC TAC ACC TCC CAT CTC GAC CAT CCC ACC CTC AAG ACC CCC ATC 
CTC CAG ATC TCG ACG CTA CAC CTC GTA CCG TCC GAC TTC TCC CCG TAG 
^^^"VEHPSLKSP I> 

I-Ad P-2 domain 

730 740 750 760 770 

ACT CTG CAC TGG ACT ACT CCT GGC GGT CCC ACC CCC GGT CG7 CCT TCC 
TCA CAC CTC ACC TSA TCA CCA CCG CCA CCG TCG CCS CCA CCA CCA XGC 

TVEWTSGGGGSGGCCS> 
>< 24 amino acid linkar 
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X 

GCC GAC CAC GTA GGC TTC TAT r-T a^^ nr^r, 

TT T T T ? T T?T^^ 

I-Ad a-1 domain ^ ^ Q S 9> 

''l 

SSif i!T ^ ^ mCAT «;T CAT CAC rrc TIC 

^AC AAG 
L F> 



'^^'A <-AT GAA TTT CAT GGT rim 



"° 950 
• . ^ 9S0 

TAT GTC GAC rrc GAT AAG AAG AAA ACT G7C TCC ' ^ 

T T T T T T T T T T ^ ^ = " - - 

xooo 

<^ CAA TTG ATA CTC TTT GAC CCC CAA crr r-i ^ ' 

CCC GTT AAC TAT CAG AAA CTC 1^ «I ^ fT^ ^^1^ '^^^ 
C Q L I L F E P ""r^ CTT TTG TAT CGA 
I ° "= L Q N I A> 

'''I 1050 
CCA GAA AAA CAC AAC TTG CGA ATC a-T iir- 

^^'fKRSNFT> 

I-M a-1 domain 

SS?S iJI Sepsis S^SSc=2S^^"-^ — 

■~ X 1-Ad a-2 domain 1 ^ f 

1130 

. 1140 H50 

°TG CTC CTC CGT CAG CCC AAC ACC Cr^ a-r- I 

CAC GAC CAC CCA CTC CCC TT^ is SI S ^= 

V L L G Q p ^'r* AAA CAC CTC TTG TAG 
^^^CFVDNI> 
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1160 ' 1170 1180 1190 1200 

• • • • * 

TTC CCA CCT CTG ATC AAC ATC ACA TCG CTC AGA AAT AGC AAG TCA CTC 
AAC CGT GGA CAC TAG TTC TAG TCTT ACC GAG TCT TTA TCG TTC ACT GAG 
F PPVINITWLRNSKSV> 



1210 1220 
« • 

ACA GAC GCC CTT TAT GAG ACC ACC 
TCT CTG CCG CAA ATA CTC TCG TCG 
TDCVYETS 



1230 1240 1250 

• « « 

rrc CTC CTC aac cgt gac cat tcc 

AAG GAG CAG TTC CCA CTC GTA ACG 
FLVNRDHS> 



12S0 1270 1280 1290 

• * • » 

TTC CAC AAG CTG TCT TAT CTC ACC TTC ATC CCT TCT GAT GAT GAC ATT 
AAG CTC TTC GAC ACA ATA GAG TCG AAG TAG GGA ACA CTA CTA CTG TAA 
FHKLSYLTFIPSDDDI> 



1300 1310 1320 1330 1340 

• • » • « 

TAT GAC TGC AAG GTG GAG CAC TCG CGC CTC GAC CAG CCG GTT CTC AAA 
ATA CTC ACG TTC CAC CTC CTC ACC CCG CAC CTC CTC GGC CAA GAC TTT 
VDCKVEEWGLZEPVLK> 
I-Ad a-2 dorcain 

1350 1350 1370 1380 

• • » « 

cac tgc gac caa caa gac tac atc ccg atc gaa tca 
gtc acc ctc ctt ctt ctc atc tac ggc tac ctt act 
hWeeeeympme-> 

X Ei tag > 



